
course of construction of pUALl and further ligating ALKlp, pUAL-ORF3 (Fig. 8) can be 
constructed. 

Please replace the paragraph beginning at page 21, line 25 and ending at page 22, line 15 
with the following replacement paragraph: 

In order that said ORF2 and ORF3 could be expressed in Candida maltosa , the Candida 
maltosa A1K1 gene promoter ALKlp (SEQ ID NO:6, GenBank D00481) was ligated upstream 
of the 5'-end of each gene and the Candida maltosa A1K1 gene terminator ALK1 1 (SEQ ID NO:7) 
was ligated downstream of the 3 f -end. PCR was used for the preparation of the restriction 
enzyme sites necessary for ligating the promoter and terminator to the structural gene. The 
primer sequences used for PCR are shown in SEQ ID NO: 15 through NO: 18. The PCR was 
carried out in 25 cycles of 94 °C x 1 min., 55 °C * 2 min., 72 °C x 3 min. for amplification of 
the particular gene fragment. The polymerase used was Takara Shuzo's ExTaq. As to the 
promoter region, ALKlp with PvuII at 5-end and EcoRI at 3 '-end was prepared from SEQ ID 
NO: 1 5 and NO: 1 6 using SEQ ID No:6 as a template. As to the terminator region, ALK1 1 with 
Hind HI at 5'-end and EcoRV at 3'-end was prepared from SEQ ID NO: 1 7 and NO: 1 8 using SEQ 
ED NO:7 as a template. Finally, as the vectors to which ORF2 and ORF3 were to be ligated, 
there were used pUTU [M. Ohkuma et al., J. Biol. Chem., Vol. 273, 3948-3953 (1998)] which 
is obtained by ligating the autonomously replicating sequence (ARS) of Candida maltosa 
(GenBank D29758) and URA3 gene (GenBank D12720) to pUC19 and pUTAl (Fig. 2) which 
is obtained by modifying the marker gene from Ura3 to Adel using Candida maltosa ADE1 gene 
(SEQ ID NO:21; GenBank D00855). pUTAl was constructed by removing URA3 gene from 
pUTUl with Xhol and ligating the ADE1 gene fragment as excised with Sail. 

Please replace the paragraph beginning at page 22, line 16 and ending at page 22, line 23 
with the following replacement paragraph: 

ALKlp was ligated to the PvuII, EcoRI site of pUCNT (described in WO94/03613) and 
ALKlt was ligated to the Hindm, Sspl site of the pUCNT to construct pUALl (Fig. 6). Then, 
ORF2 was ligated to the Ndel, PstI site of pUALl to construct a plasmid pUAL-ORF2 (Fig. 7). 
Moreover, in the course of construction of pUALl, ORF3 was ligated to the Ndel, Hindm site 
of pUCNT-ALKl and, further, ALKlp was ligated to construct pUAL-ORF3 (Fig. 8). 


DC01 403958 v1 


2 


